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T7 . PROMOTER PRIMER |/|5 
CTAATACGACTCACTATAGGG 



CTAATACGACTCACTATAGGG 
GATTATGCTGAGTGATATCCC 



cK Xbal PRIMER 



CTGCAGGTCGACTGTAGAGGATCTACTA 



CATGCCTGCAGGTCGACTCTAGAGGATCTACTAGT 
GTACGGACGTCCAGCTGAGATCTCCTAGATGATCA 



MUTAGENIC SITE^Xbal 



MUTAGENIC SITE 
\ 



BamHI 



TTCTGTGCTCTATGGTACAGCAACCTCTGGGTATTCGGT 
AAGACACGAGATACCATGTCGTTGGAGACCCATAAGCCA 



CACGAGATACCATGACGTTGGAGACCCATA 
S95C PRIMER 





CGTCGTGACTGGGAAAACC 




GCAGCACTGACCCTTTTGG 



-PT7VICHA255 



GC AGCACTGACCCTTTTGG 
U-19 PRIMER 

1. PGR REACTION WITH T7 PRIMER 
AND S95C 

2. PGR REACTION WITH KXbal PRIMER 
AND S95C 

3. MIX PRODUCTS FROM EACH AT 95°C/10 
MIN COOL TO 55°C 

BamHI 





4. FILL IN WITH POLYMERASE 
AND NUCLEOTIDES 

BamHI 



Xbal 



i 



\y 

5. AMPLIFY WITH PGR 



BamHI 



AND 



BamHI 



Xbal 



F/G. t. 
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